This Page Is Inserted by IFW Operations 
and is not a part of the Official Record 

BEST AVAILABLE IMAGES 

Defective images within this document are accurate representations of 
the original documents submitted by the applicant. 

Defects in the images may include (but are not limited to): 

• BLACK BORDERS 

• TEXT CUT OFF AT TOP, BOTTOM OR SIDES 

• FADED TEXT 

• ILLEGIBLE TEXT 

• SKEWED/SLANTED IMAGES 

• COLORED PHOTOS 

• BLACK OR VERY BLACK AND WHITE DARK PHOTOS 

• GRAY SCALE DOCUMENTS 

IMAGES ARE BEST AVAILABLE COPY. 



As rescanning documents will not correct images, 
please do not report the images to the 
Image Problem Mailbox. 



a ^ a ft ff /? 

PATENT OFFICE 
JAPANESE GOVERNMENT 

This is to certify that the annexed is a true copy of the following application as filed 
with this Office. 

as m *t n h 

Date of Application: 2 0 0 0^ 8 >! 3H 

as n s t 

Application Number: # gig 2000 — 280988 

as sis a. 

Applicants): 





aSSE## ffilE# 2000-3 104459 



#2000-280988 



7 7^ JU£ 



HAI001.txt 

8.9 9MB (9,427,086byte) 
2000^8^ 1 B 



^ r 

IBflB 



HAI002.txt 
8.2 9MB (8,700,908byte) 
2 0 0 0*8^ 1 B 



^ t >f 

IBftB 



HAI003.txt 

7.6 7MB (8,051,739byte) 
2000^8^ 1 B 



£±JtE# 2 0 0 0 - 3 1 0 



#2000—280988 



[IlS^] H12-1381J5 

CUffiH] ¥^12^ 8% 30 

im^m^m: ci2N 15/09 

mmxumffi] M^mmwmm 3Tie#6^ w,mmmi:mm^ 



ffi$E$# 2000-3104459 



#2000—280988 



mm 



000001029 
^PH IE 

[ffi«B] ^11^12H16H 

#1^2000-159162 
[tBSB] ¥^12¥ 4^ 70 

[^&ifcR##] 008187 

21.000R 



ffif£# 2000-3104459 



#2. 0 00 — 280988 

mm^i mmm 

mma&m mmx y * * u*- ^ f 

Sfr&jBtfH-SfctfxO, TIB (a) ~ (d) fflXl&ftsm 

*T F> *fett»rf<U F£X h y >i/i>h^ftTT'M^'J *VXt" 

£*4~2 o o££#s>fc£BB#j&^'rs5j<y u*-^ f& uuaft 

(b) (a) ©XgT?f£Jg3*lfcjtfy 2^ Ut^KT l/>f &JSV\ Sttfy**!/ 
F7U>f lC@*3*ifc#y 3# Ktegft-ffcStlfebu %>WrV*J2* 

(c) ;W^U^f>f^-S/a>Sftait6tttBXi 

(d) M^'J^f-S/g^ft&Mt SWflOS 

( Corynebacterium glut ami cum ) fc 

[|f*^4] |B3*J«#1~3 4 8 5©V^r*l^JC^S*lSSHffi^e>«iS 
sK'J l/*^ F= 

[ff#^5] @B#!#-^1~3 4 8 5©V*r*l*^tC^3*l.5>Ky 3** F 

i:^hu>i?x> hWTt'A^ yy y b*?- F„ 
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VNT, @E?'J§#2~3 4 8 5#&38tf*lSfcM#I3:^"r£sKy l/** 1 F© 

SsKU %V F. 

[If^8] 3f*^7SB*©>KU 1^^-^ Ffc* F U VV^y F 

^ F. 

[3&##1 1] ft^4~6©v>^fr l£K:gB«©jJ<y 2^ i/;*-^F*;fe 

$;m, mm. tf#^>> m. mmm. si^tie>©ii#*^ii^5^^ 
< e> r s mm. br*s>, ^« 

[3**£l 4] @2#J##2~3 4 8 5m^;ft;frC;fi3*l£^@e#J£^-f 

-g> jk y 5? * b^-^ fic 3 - fs tis # y F. 

[SN^El 5] @B#I##3 486 — 6969 CD V*i*;jT,*MC3*S 7 ^ Jm 
BB^J&^ftSjKU^^ F. 
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sv^ ivk±.<DT^ jntfK$:. nwgh< jmmm^^v 

[3t#£l 7] M^m^3 4 8 6-6 9 6 9 (D^irtlfrlZ^Z ft'S 7 ^ 

[it^^i 8] it^gu 4~i 7 <D^imfr imizmm,<D#v s<?r fzm 

FT 

[f?W5l2 0] (i)gg^rj## l ~3 4 8 SfribmiZnZ 1 £Lt6D&MB#J'ff 

( i i ) a± $ ti tcmm. & mm -r s & a> © t 1 - # ib«#s. 

(iii) (i)©-r-*SB##aiCJ: »JfB»3*lfc, S3#J## 1 ~ 3 4 8 5fr&jgfc£ 

*fett»*ft5y7h9irm ££££ 

(iv) (iii)<z>V7 h a:7#«lCj: y#e>4lfcfc5R*fctt#ffije*&*aVrS 
>i^.fcrt5:#a^t5, nV %X#tVV& ( Corynebacterium ) M{CM~T 

[lt#^2 1 ] (i)@2#J##3 486-6969 frP>3B«*lS 1 J^_h©T ^ 

j mmnmm. as £ ^swbb^j * & i*@ ^ - 7 « # & a* -r s «> © a 

(ii) A*Stifefll«=&aB«'rsfe«)©f i -*IB«#S, 

(iii) (i)©T I -^fH#^m{Cj: »JIB»3*lfc, I2^J##3 4 8 6-6 9 6 9^ 
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(iv)(iii)©v7 hv^T^mz.^ vm%nt=.mm£t^zMffiffi%:zmm-tz> 

n'J^/^f'J 1 ?^ (Corynebacterium) Ml^M? 

( Corynebacterium glutamicum ) M "3* ft #S 2 

0 £fc&2 1 iS«tf>S/*^A 0 

[ft 2 3] n'J^A^f'J^A • ^Ol/ # ^ # A ( Corynebacterium glut 
ami cum ) fcMt"3$&£^#:3 U * A# ^ U # A • ^ # A ( Corynebacter iu 

m glutamicum ) ATCC13032T-& 2 2 ^fB^£> A„ 

[IM2 4] M#l~3 4 8 5aMb3gtf*l3 1 J^±©&»I2?rjfif £g £ 

[|f^2 5] @2^J##3 486 — 6969 frbMlSftZ 1 £A±<7>T ^ -/ ^ 

/N-K^V^.^, m%"r-7, ^ytf^TVIZXt^V (RAM) , 
Lmmt^V (ROM) , m^yt^TJ 3*9 (MO) , CD-ROM, CD-R 
, CD-RW, DVD-ROM, D V D - R AM £ J: t>*D V D - R W** £ & SfflP 

a 

[0 0 0 1] 

*»itt3iJ*;^f'Jfi. (Corynebacterium) MfCMl*-£$li£%E&*<Z>rf< 
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y * * FtezzftamK. mxv Y^^-a^t^m^^ y n- k 

[0 0 0 2] 

niJ^/^rVfi*' ^1/ £ ^ # A ( Corynebacterium gl utami cum ) & # 

v>S (BSA>f^iE99, B«BP*fc§8, 1998) . nU^y^fUfA-y 
( Corynebacterium glutamicum ) , g «fc ■€-©SaSIR£4& (W&fct. 

[0 0 0 3] 

r©J:e>fC, n'J^t^f'J^A ( Corynebacterium ) MtCMt-£$t£^£<fc 

o 

n^/^fyfA" # ^ # A ( Corynebacterium glutamicum ) IC <fc £ 7 

«o tc j: yfrfcnrvAS. -jHtc^fttt, &mjs*±<0 7 ^ ./ j: e> 

, n'J^Ajrr'J^A ( Corynebacterium ) T*&, 'J * 
-StMWfciSffilESlCJ: y, iftSff£jg#jg;i e>fc^<fce>JCWflf3*iTV%S CShii 
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oe>, J. Biochem. 65:849-859 (1969) ] „ * £. T;i/^— > {CO ^ T l£, f©4 
$5£*ITVn£ [SakanyanP,, Microbiology 142:99-108 (1996)] 0 7^>>Bft£il 

[0 0 0 4] 

LfrLfc#e>, ^C®a^^m®^i:it^T, n'J^y^fy^A ( Corynebact 
erium) MJCM"tS#^*fei:Of-ea)»3»l»^i&tCgBLTt±, 3£#WfcaMS3*«r 

[0 0 0 5] 

n U * A ^ -5^ U # A • # ^ # A ( Corynebacterium glut ami cum ) ATCC1303 
^-e&SZlil^fg^tlTV^ [Bathed Mol. Gen. Genet. 252:255-265 (199 

6)] . itS©A^^u ra>a-g^-afS^e>»^"rs^, 3<z>,l$3ioo=Jf n^-xco 

( Corynebacterium glutamicum ) 7 ^ ^ i&^-nEfcjfrfK^?' £ 

[0 0 0 6] 

<Z>££MB#I8M£*<S£3*lTV*5 [BlattnerP,, Science 277:1453-62 (1997) 
; Cole£>, Nature 393:537-544 (1998) ; Goffeau^, Nature 387:5-105 (1997) 



6 
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[0 0 0 7] 

J;tJ f BCG^^^>{CfflV\^tl§Mycobacterh^ bovis^cD^^KD^tC^ £ 
iltfTV^ [DeRisiP,, Science 278:680-686 (1997) ; Wi lson^, Proc. Natl. 
Acad. Sci. USA 96:12833-38 (1999) ; BehrP>, Science 284:1520-23 (1999)] 

o 

[0 0 0 8] 
[0 0 0 9] 

n^/^f'J^A ( Corynebacterium ) M&CM""f £$t£^lSl 

i'Jny^/t^f'J'i'A • tfJV # ^ # i» ( Corynebacterium glutamicum ) 6D#V 
[0 0 10] 

EP*>, #3&i»W:, J^T© (l) - (2 6) \zm~t 3 = 
B?#fi-££#)tf), TfB (a) ~ (d) ©X^S 
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[0011] 

(a) fS?U##l~3 4 8 5(^1^ftjWC^3*l5£SII*ja*e>fcS#y 2 V V 

4>&< h=fc;4~2 0 0j&«fr£&£@e#J£^-r£rf<U 2^ b:*^ K& 1 J^_t@#: 

(b) (a) ©X3gT*f^£*lfcrf<y l^tf^ KTl^fcMvv StaKUS^" 

(c) *V if-i/a 

(d) J\J7V fJV-ZsayffigkZMffi-tZMffiJim 

(2) =iU*A*-t-D ^AMlcM-r-S^t^^J^nu^A^^U ?A • 40b# 

( Corynebacterium glutamicum ) KM? t=.lZ J t<Z>MMiffli£ ! V>}'V 

&s (i) ta«©^ 0 

[0 0 12] 
[0013] 

(4) 12^-^1-3.4 8 5<7)VNTtl^{Ca$tl^±^ai2^J^^^€)4<'J * 

(5) m^m^ i ~3 4 8 5(mN-r*i2Mc^£*i£j#y * ? u*?- n 

[0014] 

(6) (4) (5) \z^M<ntfv *v vjt*\z<Dm^&^mmwc> 
mm~?z>'j>&< ^%)4~2 o o&^£&&gE#j&^-r&rffy * ^ n*-^ F££ 
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[0 0 15] 

(8) (12) SH*<Z)JKU Utf*- KfcX h U hfc&#"£/W>r 

o 

(9) (4) ~ (8) CDv^-rn*> l ofcfB*©rf<U F£@#£f£ 
[0 0 16] 

do) (4) - (6) (D^-rti^i o(cia«cz)^u i/*^ K&^tfjffl 

(11) (4) ~ (6) CDV^-m^l OlCgB«©JJ<y l/*^ ( 

i o) tmvmmx.'*? *-*&timi!i%&&fr 0 

[0 0 17] 

(12) (id mmvi&'gtmmfcittgmc.igmL. mmm^ic (4) ~ ( 

[0 0 18] 

(13) (id &ma>mnm&fc&i&i&v:mmis. tamm^izr* 

n e> e> & «ti s 'p & < z. *» -a & M^t- s r n & a -r s r ^ 

[0019] 

(14) @2#J##2~3 4 8 5©V^i*ti3^lC^S*iSia*BB^JS:^"tSsKy 

(15) BB#I#-5 3 486-6969 © V>f*i2MC^S *lS 7 ^ 7 $E@B?'J& 
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[0 0 2 0] 

(16) (14) f^l± (1 5) ffl^sKU^^KOTS ^M^JIC^ 

(17) 4 8 6~ 6 9 6 9 (0^1* *lj&*tCjg*3 *l$ 7 ^ ,>SftB3#f£ 
6 0%JSJLt<Dffl|i?H£S:*f 57^ ygftlB^JS:^*, j^oS[jK U 

[0 0 2 1 ] 

(18) (14) ~ (17) ©v^rti^ioJcffilROsKU^^K&lggSR-r 

(19) (18) IClHIECDSiftSrBI^^JCHaPbfcsKU^^ FT l/>f 

o 

[0 0 2 2] 

(2 0) (i)BB^J##l~3 4 8 5^?>a«4lS lJK±©JtftSSB?Ufil#, & 
(iDA^StifcltaESrlHU-rsfeftO^-^IHaM, 

(iii) (i)©7 s -*gB»#©tCJ:»JSa»3tlfc, SI#[## 1 ~ 3 4 8 5fr£>38tf 

* tt««r#3t^ - ? mm a -m. * & issuer « & mm 

(iv) (iii)©y7 h x7#®icj: »;#e>tifetft5B* fettW^f^SrS^-T* 
Zffiz.fr Z.tZ^mt.'tZ. nV*rt*TVVJ* ( Corynebacterium ) M&Cjg"T 

s E&3fe©«i»ffi#[ * fc ttwefrissi^ ^ - y z mfe? z> tc 8><d =3 y tr a. - * 

[0 0 2 3] 

(2 1) (i)fB#J##3 4 8 6 — 6 9 6 9^e»3itftlS 1 JSJLt©7 * 7 M 
#Jfif#, £ «fc *I$BB#I * tt«e9«5t ^ ^ - 7 'hf # & Xts •* Z> tc th <D Ati^m. 



1 0 
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(iii) (i)©T i -^l2^IS(Cj: »Jffi#3*lfc, fB3«#3 4 86-6969^ 

(iv) (iii)©V7 h^xr#StC«k y^^tifettSHSfetijW^f^Sr^-rs 
*ffiz.frZ.H$:!&ffi}l-t2>, aV^rtPrVVJ* ( Corynebacterium ) MlcMt" 

[0 0 2 4] 

(2 2) 3'J*;^fll ^AMlcM^teW^U^A^U 7A • #jl 
^^^A ( Corynebacterium glutamicum ) lcM1-£$&£^"e&<S> (2 0) $.f=.it 
2 l|H«©2/X-r-A„ 

(23) nU^A^f^A' # ^ ? A ( Corynebacterium glutamicum 
) tCSt5^4#I^II 'J^/^f'J^A • tfJ\/# ^ ^ A ( Corynebacterium glut 
ami cum ) ATCC13032-e& 5 (2 2) ^SBIS© S/^-fA. 
[0 0 2 5] 

(2 4) m^m^i -3 4 8 5>e»a«ti-5 i^i:©&»ffl?ufi#£fa$sL 

(2 5) K#[#-if3 4 8 6-6 9 6 9 ^b38«*lS UM7^Wlf 
[0 0 2 6] 

-Ft-vx?, mn.T-'?. ! ?>#&y9'zz**v (ram) , m&&i<mm 

^^U (ROM) , m^yt^l (MO) , CD-ROM, CD-R, CD 



ftt$E$# 2000-3104459 



#2000—280988 

-RW, DVD-ROM, DVD-RAM;fcJ:tfDVD-RWfr&fc*ffl^e>iB 
IftiZ (2 4) -tfciZ (2 5) UM<Dny\£^-$--cnfrMV RriB«sSB«jSC# 

o 

[0 0 2 7] 

J^T> 3U*;^rU9A ( Corynebacterium ) |R£4tJ©£$&l£Bi#! 

1. nn/ti'f'J^A ( Corynebacterium ) iCMt* :£&«IE?(J&5£ 

H'J^Ai'f 'Jfi ( Corynebacterium ) iZM't £. l£, Bergeys Manua 
1 of Determinative Bacter iology^ 8 JjR 5 9 91 (1974) Klj£gS;**l<5 — 

[0 0 2 8] 

A^y v&Miz&mznr^fctfm&^v *A^y V2±mt LTWt&ztife 

mm^^, *fe3'J*;^fij tf AM#im£#S{cigii?&:/l^A^y tfA 
( Brevibacterium ) Ufctt^nAi'f ( Microbacter ium ) Jpgj|OT£i S:^ 
*?. 

[0 0 2 9] 

^fls6*flCtt, nnA^r'^A- 7th7^F7-f^A ( Corynebacterium 
acetoacidophilum ) ATCC13870, 3 y # A ? 5=- 'J tf A • T iz h ^Vl^ # ^ 
# A ( Corynebacterium acetoglutamicum ) ATCC 1 5 8 0 6, 
U tf A • # X ( Corynebacterium callunae ) ATCC 1 5 9 9 1, 
^ -r- U ^ A • # ^ # A ( Corynebacterium glutamicum ) ATCC 1 3 0 3 2 
, ATCC13060, ATCC13826 (IHMl7°H^A*^f 'J tf A • 7 
9 A A) , ATCC14020 ' (\B Ml*"? \s r V 9A-f^^'J**A) , 

ATCC13869 (fBMS^ I' fcfA*^ U tf A • 9* h7i;i/^>^A) , 
n U * A # -r U tf A • /\ — 3f :i y ( Corynebacterium hercul is ) A T C C 1 
3 8 6 8, 3 U * A ? T" U tf A • U U tf A (Corynebacterium lilium) A T C C 
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# 

1 5 9 9 0, nU^/t^f'J • ^ ^ n — ( Corynebacterium melassecol 
a) ATCC 1 7 9 6 5, a'J^A^f U^A • it — 7 ^ J >f%7*. ( Corynebac 
terium thermoaminogenes ) AJ 1 2 3 4 0, if A 9 "r U # A • if* y ;*7 □ U 
f-f ?A ( Brevibacterium saccharolyticum ) ATCC 1 4 0 6 6, "/l^lfA^ 
f'J^A • -{>7'Jt7-f ( Brevibacterium immariophi lum ) ATCC14 

0 6 8, 7° U if A ^-rU^A-Dif^A ( Brevibacterium roseum ) A T C C 1 
3 8 2 5, ~f V if A 9 V ^ A • "f-yfrtf—Z y ( Brevibacterium thiogenital 
Is) ATCC 1 9 2 4 0, ^ # n A ? -f- U A • T >^ — 7 7 4 9 A (Microbac 
terium amnion i aph i lum ) A T C C 1 5 3 5 4 ^ -5 ^ £ ^ £ . 
[0 0 3 0] 

(1) aiJ^^f'^A ( Corynebacterium ) (CM1-£$t£%tf>4V ADNA© 
=r U *A9rV ? A JC»i"S J: yjg*^ 5. 

[0 0 3 1 ] 

MX. ii, 3iJ*;^f'Jf A' PA* # ^ # A ( Corynebacterium glutamicum ) 
l^tfclt, lX^'J $/>&-£tfBYigMfi (Efcf:r3r*7g/L, ^^h^lOg/L 
, i^fb^- h y ?A3g/L , ^#:r-3f;*5g/L, pH 7.2) ^ i h ifiT* g Z> B 

[0 0 3 2] 

ti5t#Itlt, $I;U£, S1EA v y T — [10.3% sucrose, 25 mmole/L Tris 
25 mmole/Lo:^ l/V^T? >EgM(J^T, EDTA^B&fH), PH 8.0) ^£ 

[0 0 3 3] 

&&iWWk** 5~20 mg/ml©y V^- A &^tfift#ifclCj»«i U 5 
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~2o% sDs&asjnusasiirs. mtvitm^. 25~4o-c-e, 303— 2h#wm j £ 

(C ft o 0 M £. Z> & tC60~70°C 7? 5- 15# mU$f ^itSr^lCj^J^^-fclrSr 
[0 0 3 4] 

mm&. W;U£T*ftfflL. 5-20 mlOTriscfJTfn^^y -;i/?:ifJA> ^"£15- 

454> mm^ # s ^ o -t Z> 

Strife, M;Cv9lit (15,000X g> 20^-ra, 20°C) fcffv^ &#J${-r£o 

H#©i^t'7x; -;i//^nnt>;vAii ?nci*;i/Attffi (2m) 

ofc^, ?K/ilCl/l 0*0)3 mole/LP^ h U (pH 5.2) . 2^4©-TV 

[0 0 3 5] 

Ht>*^y ADNA&0. 01—0.04 iw/«l©RNaseS:-^tJ«1lr?StCiSjB"t*o WMMWl 
tLt, TEA V ~P T — (10 mmole/L Trisj£gft$&, 1 mmole/L EDTA, pH8 

.0) Sr^WSifctf-eSS. 25~40rT?20~50#IS«#Lfctfe, _hfflfc 

[0 0 3 6] 

fttB^ ^ v:/n;\v -;Hfcjg£*TV\ ADNA&M£70%:n# y -jv 

_tfH (i) *eis9SLfe=iu*A^'f-u v ^zm-t&Wk^mof J ADNA O.Ol m 

g£, ^*0.4 mllC&£ J: 5 IC. TEA y 7 T -^(DMmWtZfiUZ.. V->T-%- 
(yamato powersonic model 50) 1 — 10 kb©®r>tiC^^Ti-^> 0 V ~>T - 

So 

[0 0 3 7] 
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[0 0 3 8] 

Sty^/lC, DNAi§mM<D8«?R, MX-l^MG^ffi^ V 7 T— (0. 5 mole/LTOT 
10 ■Bole/Lftift'T^'^S/^A, 1 mmole/L EDTA, 0. 1% SDS) ^£0 
.2~0.5ml#n;t> 25~40r;T|££gfc3 UTDNA&jgffil-S. 

[0 0 3 9 ] 

>U£pUC18 Smal/BAP (Amersham Pharmacia Biotechifc(K)^C^>f >f— V 3 >t" 
So d*-S/H UTl±, 10~20°CT% 20~50B£WifcSir£^#£^tf r 

[0 0 4 0] 

#&*lfc^>f a >> -;MfcJRU 5~20/z l<Z)TE/1y 77- 

>?§?&0.5~2 > ii 1£, 30~50/* 1;*:S§S ELECTRO MAX DH10B (Lif 
e Technologies^) jgtfRlCS&j&DU »#^»»JC^S Ib^bn 

[0 0 4 1] 

m*>tlf=.M'M.$zmifr$:Ty¥i/V >0.1 mg/ml % X-gal 0.1 mg/ml, >fV^Dtf 
;i/-/3 -D-^^tf^* Y\f:=y J */ K (IPTG) 1 ■nole/L&-£t?LB¥«JgMft 
*«:1.6%-£fcLBJgJfi (A* h h U y h >10g/U «H$X**5g/U i^fb^- h U 
AlOg/L, PH7.0) ] fC^fcU 25~40°C^10~24^ra^*-t--5o 
[0 0 4 2] 

0.1 m*/"l&-£tJLBJ8M60.05 ml £§5#IJ L £965*; # >f # - :/ I/- h eft-??, 25~40°C 
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;i/£-£frLBigi&£0.05 mm*.. L/T >f V -fe n -jit. h v V zmm-tz> i £ 
JCfcU, I^'J izn-/i/* h y# £-80°C^#U M*CMvn£ * i:^T?#* 0 
[0 0 4 3] 
(3) 3X5K7>f^7'J-0M 

±IB (1) T'iilfcn'J *A#T-y ^ACStSM©^; i^DNA 0.1 mg 
5:. Sau3AI(SS5gtfcSS)"eaP^^bb, 10% £J:l>*40% sucrose^ y ^ 7 - (1 "> 
ole/L NaCl, 20 mmole/L Trisi&^i&, 5 mmole/L EDTA, 10%XIZ40% sucrose, 

PH8.0) zm^xftmLt=.io-4o%i/Bmmm*imzm^T, n&Mm (26,ooor 

pm, 18B#W, 20°C) M?e> 0 
[0 0 4 4] 

T?#W#©DNAW#:R&flt38l/fctfe, 40kb<Z)DNAm>t£#<"^t?lIr#£x# 7 
# £ tl£DNA®T# £superCosl (StratageneftSg) ©B^mHIgp&lC, WfiMMfc^M 
[0 0 4 5] 

#£>*lfc3glMii%£, Gigapack III Gold Packaging Extract (Stratagene}± 
S3) StM^T, 8stf§tli^Jlfi«lC^V\ ^®SfXLl-BlueMR (Stratagene*±§g) ft 

#^4xfe^«^$:T>H 0 S/U >0.1 mg/m'l^^tfLB^^^^L, 25 
~40°C 7?10~24B#|!^*-f £ „ 
[0 0 4 6] 

0.1 mg/ml£-^frLBigifi0.05 ml £g$;(rtJ b £967"? # >f # - Zf V - h t^T?, 25~40°C 

, io~24^ra^.«m*^s= 

;i/&-£t?LBJgifi:&0.05 ■lftlA, *#L"r^U -fe n h y ^ SrSUS^S i i: 
[0 0 4 7] 



1 6 
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(4) £gBj#i<Bfcje 
(4-1) rnmnmm 

[ Science, 269, 496-512 (1995)] 5:S*i: L/T^t^Iil^ttSc 
[0 0 4 8] 

±#j as/3 v hxymx-m^zmmt lth _tsH (2) -emmLt^j-? 

^'J-fcMVV PCRICJ: £#T'££ CDNA Research, 5, 1-9 (1998) 

[0 0 4 9] 

T>tfi/U>0.1 mg/ml£^frLBfgife£:'?;n;i,&£ U0.08 ml-To£i± L £96:ft 

Srl/^y^r-*- (GENETIXttlg) T*ffiffi U 37°C T*$S&#«ig#5:*Te> = 

TaKaRa Ex Taq (SS5ttfciS) ^TPCRfflM^ 5:0.025 ml? 
0#&t,fc967t U 7* >> 3 >y I/- h (PE Biosystems^fcig) }C, ntf-^lx- 
h (hy^->*±Sg) &JBV*Tl*l/, GeneAmp PCR System 9700 (PE Biosystems^fc 
$g)£MV\ SfrM^OZfU h =I-;i/ CDNA Research, 5, 1-9 (1998)] iCfi^PCR 

[0 0 5 0] 

PCRM^^ISM^r^ h (Amersham Pharmacia Biotech*±|g) IC J: »Jj&fJ:79>f 
[0 0 5 1] 

r>tf^U>0.05 mg/ml£:-^tf2xYTfM ( A ? h h U ^ h > 16g/L, @P«x3f 
>U0g/U dEfit-ffc^- h V ?A5g/U PH7.0) 5:1.5 ml -f o^H£ b fe247X £ fc&963*:/ 

u- h©#?:n;wc, m;a^3'v Vify^J-?^ u-fl*^n->S:ifL 
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[0 0 5 2] 

KBttW§S«KURABO PI-50 (^St®r*f *±S£) > 
X V V - >(M i 1 1 i por e^fc^) & # £»lfe&ift*t =fo L < 12 M i 1 1 i por eft © ^ □ h 

[0 0 5 3] 

>5r > >> y ? (D m £. h X m v * -5 r £ # X § £ . 
(4-2) */->ryxRj& 

ABI PRISM BigDye Terminator Cycle Sequencing Ready Reaction Kit (PE Bi 
osystems*±$g) fiUzMh. M13JIR^|bJ (M13-21) ~7 =7 4 V - XttM13«&^tRj 

(M13REV)^^-f -7- (DNA Research, 5, 1-9 (1998)] £#*1~2 pmole, £<fc 
tf_fc82 (4-1) T*l«Lfc«? (PCRjg#JX&^*^ K) 50-200 ngSrffi-tifl 

o ^ i(Dy->ryx!xJZM$:mm-tz>o 

[0 0 5 4] 

KjKJMfcfflVK GeneAmp PCR System 9700 (PE Biosystems*±§g)^£MV^ 3 

5~55-tM^;btf)#-f *-$-y->ry7.fcfo*fto a ?;w\°^* - 

# — l$WM<D3rV K MX-lSABI PRISM BigDye Terminator Cycle Sequencing R 
eady Reaction Kit^fC#Mt"£ -=lT KiZ'&^X ft O Z. ttfTfii. 
[0 0 5 5] 

■»J->y^/<3D*HSli, Multiscreen HV plate (Mi 1 1 ipore*±$g) ^69 rf/JiK 
[0 0 5 6] 

S^^/SJ^^ii, rfrlRtf) Sequencer £ J; £>*Analyser£JB W #I©7^a7;i/ 
rf? IK CD Sequencer £. LTit ABI PRISM 377 DNA Sequencer (PE Biosystemsfcfc 
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$g) 3 Analyser^ LTii, ABI PRISM 3700 DNA Analyse 

r (PE Biosystems£fc$<!) Sfr&^tfS £ £ -5. 
[0 0 5 7] 
(5) T-fe>^U 

_tfE (4) T^e>nfeSB^Jfil?8©, ^-X3-;WCtephred (The University 
of Washington)^© y y N ? x7 £ 3? -BB#JtiH8&Rfc 

St -SiCli, Cross#Match(The University of Washington), SPS Cross#Match ( 
Southwest Parallel Sof tware£fc§g)^<£) V V V U x7 £JS V^ £ £ £: #7? # £„ 
[0 0 5 8] 

7"fe>:/lMCl£ phrap (The University of Washington), SPS Phrap (Southw 
est allel Sof tware^±|g)^C0 V7 V ^ ^fR^^Z* 7? f§ -5 „ 

±mM%f. ffigkmWEMlZlZ, Unix, PC, 7i/*>b*;J/a$©3>lfa- 

[0 0 5 9] 

T-fe>^U©Sig*#e>4lS3>-r--r y77^A^/lf-f #-consed(The 

University of WashingtonJU&fl^TflNf^S 
/<-Xn-;V^f)7^>^'J ^©ft^&consedKtfM^-S;** y y h 

phredPhrap & jfljflj 0 T — bTff^^i: : &7?^S- 
[0 0 6 0] 
( 6 ) v zfBft<Dl&mw&9tl&i£ 
_hfH (3) tfibfcn^^ K7^fy7'J-cfi0#3^5 K5: (4-1) JCfB 

^T^S8SP©iffe3ISE^!IS:, ABI PRISM BigDye Terminator Cycle Sequencing Ready 
Reaction Kit (PE BiosysteBstfcJR)^© rfJJR© 3r V h&MV\, f^Mt"-2> V^-rz. 

[0 0 6 1 ] 

K*&800^^->©^fAlW^r(^)]ffl^^B<^>^/-^^>2/>ys:ffv^, *©bb 
#J£-£fc1-£ (5) T?ftP>ftfeJ/3yb^>j/-!r>i/>^a*3>f^^o 



ffi§E4# 2000-3104459 



#2000-280988 



^ # A ( Corynebacterium glutamicum ) ATCC13032^0D 7 V >y ^ [Mol. 
Gen. Genet., 252, 255-265 (1996)] £ -frS Zl £ IZ «fc »J „ Kil3> 

V ^ If > ^ Srff -5 - 
[0 0 6 2] 

[0 0 6 3] 

St^n-i/coffAWr^o^Sffi^JSr^Jt-rs. 

surety, ^©^^^^^©JSSBe^jSr^'rsr ^j^-ess. 

[0 0 6 4] 

ffrau pcRjcj:o , r¥'vy^is«©DNAWT^rs:it«'rs. wamumkmn zmm 
yy&m\ s^a&SBB^j&fcjt-rsrfc 

[0 0 6 5] 

K?'JWS<2<£^M J |lcfCOV , *T consed(The University of Washington) ©A 
UTOF I N I SUmm £ NAV I GAT I NGfRfB £#JfflbT:/^-fV-£ b , 7 9 -f V - 

^CDJ:e>tcbT^S4iS^yA©ifeSBB^JtbT, IH^J## 1 

cS *l £ , n'J^/^f 'J^A- # ^ V A ( Corynebacterium glutamicum ) 
ATCC13032^>!f 7 A©£&£K?ff & # If S £ il tfT? £ S . 
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[0 0 6 6] 

®^f; A©£&a£BB#lfiMRK:,fc »J, t-^'J-f0^7l/-A Open readi 
ng frame : JS^T. ORFi: W&fE"f"<5] J3«fc tm^W*inff/t& raki- 

sh £#«TfBT?& *K Hie, M3tifeORF©«|BS:«l^"rsii:«<BriB7?*-5 

a 

[0 0 6 7] 

ORFfctt, mRNA<£>^SB#I 7 ^ J KfB#lfc LTMWIZ *U fiBfcfcU 

■5S3SiKbfefi«"e*»;, mRNA(DORF(C*f^^-^, DNA_hC7)fIi|!c ORF^Hftftl 

So 

Ig^MiPS^TJi (expression modulating fragment, J^T E M F t. B&ffif S ) £ 

31 T (BLAST^FASTA^) &C J: U * 3 Z. ifi nttBT?* £ . ^fcli^EMF 

fS3i/<£#— (WAli, PKK232-8 ; Amersham Pharmacia Biotech*±§g) }C «k U 

[0 0 6 8] 



2 1 



tBSE4# 2000-3104459 



#2000—280988 



[0 0 6 9] 
[0 0 7 0] 

S/a >#-^M16175, Z46753) B #Jtf)§i#/\ 0 # - > fc^filfc^- (M^LM^T* 

$ii»3*is>f y^i>»y y-nmm^ #r^5 - 5 6 7 8 2) ©issffi^js: 

±8fc»# (iiS, »8RBB#ffiS#e> 2 o o&v*L5 o o u^K) <r>? J i* 
[0 0 7 1 ] 

o g£EI5£lC&, GeneMark [Nuc. Acids. Res., 22, 4756-67 (1994) : GeneProft: 
|g] . GeneMark. hmm(GenePro^±|g), GeneHacker iM&W&MMM, 42, 3001-0 
7 (1997)] , Glimmer [The Institute of Genomic Research ; Nuc. Acids. Res. 
26, 544-548 (1998)] V 7 h # xT&JB^S £ £#T»£5 0 Jtfit, 

v ^ h fir fc^fc^Mfcte, ^a^i/h ($aaffi8j£) (dk*?*-* fcffiv^ 
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[0 0 7 2] 

-fcSa^fflffHSlCte, Unix. PC, Vydf> h v S/rL^<£>=2>fc: 0 a.-#-£^ 

?A • ^ ? A ( Corynebacterium glut ami cum ) Jf J A*f»C#:&"3"<5 

, I23W#2~3 4 8 5T'^£;ft£&»2#f£^£0RF^£ptf£::£#<T^ 
£ a 3S0RFICI±BJ#I##3 486 — 6969 IC^StlST^ M^'J £ ^ £ rf< 

[0 0 7 3] 

0RFtf)#fgf£5£&, Wj£3*lfcORF©r ^ J BftSJ#I&Si»iss-Prot, PIR, GeneBan 
k, nr-aaf-^/<-^a^©gaRn- KM€^ h t 2 - # /<- *T*& SGenP 
ept^OT^ IT, M'ffi^V 7 h i^xTFrameSearch ( 

Com P ugen*±§g) m £M ^ -5 3 £ {C <fc 'JI!^^«I5. 

[0 0 7 4] 

u^y^Ktt, 7 o%©isi-'[s$:^-r^^$ti^o sv^cn&£ 3 y 

[0 0 7 5] 

9 A ( Corynebacterium glutamicum ) ATCC13032;|fcfi5fc<£>ORFtf)3M@B? r J£:, St) 

^©at^*, -€-©3te-f©«tB, Mtfjc»^or$ jwrnmrnwunim 

[0 0 7 6] 
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[0 0 7 7] 

<fcU> SMfifc£4&J: U*f^i"-50RF$:, Molecular Cloning, A Laboratory Manual, 
Second Edition, Cold Spring Harbor Laboratory Press (1989) (J^T\ U 

rt^T^S. Bp-fc, ORFJClRJgi-SiSIEBB^I&^-rs^y =f 3C ^ U^-^ 

/su -en^y^-rv-i: lt, 3U *A?^y v&mizm-t %nt=. 

#t§ii:^T^5c £COJ:5JCLT^#3*l50RFfcL,T, HB#l#-^2 
~3485©VATtl^tC^$tl<5^@H^J$:*-r-i>^y 5?^ L/^-^ 

[0 0 7 8] 
& JB V^ T ^SMS 1 * S i £ . 

^y *>f x^-s^y 2? i/*?- \?zmf s^ttf-e^s. 

[0 0 7 9] 

±3BT?Sfcf33*iS0RF©&2SIB^J y * ^ I/**- Kt^MJ>S?x>h 
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[0 0 8 0] 

^ttttfcflffcLTte, IWf 2-3 4 8 5<^TftfrC^S*lS*6SIB7aS: 
T*Hj£3*ifcORF©&aSSi#f£^'*<5 3Ky 5? * U*-*- K&^n-^t IT, nn 

K&H^bOfc^-f /i/*-&Mv%t. o.7~i.o. ■oi/ua&'ft-*- h y 

m<DSSCm&(£>mj&lZ, 150 mmol/L Sft-ft:*- h y A, 15mmol/L * X>gH* h y ? 
[0 0 8 1] 

J\>C7V #4H-i/a>it* *E • * n- — >^2jR, Current Pr 

otocols in Molecular Biology, John Wiley & Sons (1987-1997) (J^T. # 1/ 

y h • • >f > • ^i/^a?- • a-y V— £N§-f*) , dna cion 

ing l: Core Techniques, A Practical Approach, Second Edition, Oxford Uni 
versity (1995)«lCfB«3nTV^^rSsJCl|ICTff ^ * il^Tf^S. /\>C7V# 
-f XoTfg&AKy J. V X/^r^- F£ t/TAft^lCte, FASTA [Proc. Natl. Acad. Sci 
. USA, 85, 2444-48 (1988)] , BLAST C J. Mol. Biol., 215, 403-410 (1990) 
] , £ fcttSmith-Waterman [Methods in Enzymology, 164, 765 (1988)] ^£>fB 

nmkmvy w^ykz: y, 77*;ib wmnfe) <DA^^-^^m^xm 

M-LtctglZ. BB#I##2~3 4 8 5 lCa*2*l.5&ME#li:4>fc < i: 6 0 %J^ 
* b< 1*9 5%JSU:©fflHffi : &^"TSDNA&^tf£;ii:#*e£ao 
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[0 0 8 2] 

_tiBPCR# n- — >^S8slc J: »jORF&JR»'r<5BRicMv^y9>f v-i: LTtt 
, SORFfeJ:rfl»^-t-S««©%fiBB^J*©35tiKlyfe4~2 0 0 £3£ £ H3 £ BB#f 

sa-y ^5?^ I/**- K&agif-Sd iiil @E#J## 1 ~3 4 8 5 CD 

-i:L/TM^S»^fctt, (Tm) fc«fctf&£»#ffiS8K:3efr-5 

££©fcvx_t!H©;4-y :J*? b^-^ F##£ bv^ 
[0 0 8 3] 

*»w©*y utf KtbT, m^^-y rfs* F£#ifsr 

[0 0 8 4] 

Ra-y rr* # ua-^ KSNftti: Ltd a-y * i/^-^- Ftp coy ymv^y. 

^-y F*<z>y >g?i?x^^;i/M-^^N 3' -P5* d^^y^ 

- hseAJcge&stifcrtry if** i/*-^ Ffi^tt, *y =r:s* i^^- F*©y ^ 

atifc^y if*? i/:*-^ ks§##, a-y =rs* f*<z)<?^>;i^c- 5^ 

*-y df5?^7 i/*?- K*OS/ k»*«7i; ^-9-i?>#6Klf2/ h^>> (phenoxaz 
ine-modif ied cytosine)-ett^£*lfc;f y ^5* # KB83Mk tfyrJjl^l/ 

*^K4»©yjK-^*«2' -o-^nhT^ysK-^-efli^snfe^y =f5i^ i/* 
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flgX#, 16, 1463 (1997)] „ 
[0 0 8 5] 

•^-JEWMcfc, «5*©A>r^y >ffl^D-^, T>^-fe>^^h 

3. 7>fyf>TA3R<i!)ig 
3'JWf'J ^AMlcM^<5fl»**Srfflvxfer^ /Ik fc?*S>, £ 

[0 0 8 6] 

, -bnv^r-^ (ntg) #©«sgjc ^si^MJiaf^Jc «fc y^MIC***^ 
, ^ra^Kof^ajcwfcs^ffia&^-rsr-f ah- K*rs#^©3t^s 

[0 0 8 7] 
[0 0 8 8] 
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4. &&mm&> ri-fr&mmmamm 

o 

[0 0 8 9] 

fca&g»-h©#3Rlc, »JiaiS*ife0RFt:^j55S-tir5 o n'J^/^f'J ^AMlc 
[0 0 9 0] 

[0 0 9 1] 

5. 

[0 0 9 2] 
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JBSJ & "T -5 31 £ # «Tfg £ & S „ 
[0 0 9 3] 

[0 0 9 4] 

5rx;Uh^t-gfl)9 3 2#B©iSg&S/ h hie «fc y, n 

[0 0 9 5] 

-So 

[0 0 9 6] 

.6. Jifu u*^Kr u-f^^iSfeitKfUM 

(1) tf?U u^-^ KT U>f ©f^lS 
[0 0 9 7] 

##§BJ3&C;}3 V^jtfU 51 * I/**- KT U-f DNA*- y :A DNA V >f ^7 n T V >f 
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[0 0 9 8] 

V-fl:^e5tC^M«LSIL/fcHft:^J#ftJCH*S***«S CNat. Genet., 21, 15-19 
(1999)] «SJiV%S£fc#"T?£<6. £©J:3*tffc^l»K:*®&3IUfcH#£# 

[0 0 9 9] 

Sft£#£Mc@*£i±£)*?y Utf-^ Ffc-smitfU b^-^ Fi: IT 

tt, ±13 1. J3J:tf2. -r^3tlS*^W©JKU * # l/*^ F£ <fct>*^"U 
* I/* 7 F&ffiV^r £#T*££ 0 

[0 10 0] 

wafSJcHa?-r«fc«)©r i^>r^-D7Ky h^cDSSti, ssm (gms417 a 

rrayer) «fc »J TfjJRSftT J3 »J , gtrfjflRS&JBV^S 

B£i£-&J5fcl/T : fc«J:V* [Nat. Genet., 21, 20-24 (1999)] 0 gD^SfeTMi* ?\ ^6 
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[0101] 
(2) sKU V*?- K7l/«f <Dmm 

±§S (1) T'ftWZtlfctfV X? F7 l/>f &JSV\ TIE (a) , (b) 

) ~ (iv) (DJimzmm-tzz. mz* «£^<&fEJMi©ii£*fc«»Ht45 

[0 10 2] 

(i) ±IH (1) ©^T'JK'J 5J ^ 1/tf K7 l/>f $:^UtSXi 

(ii) (i) ©xjg^aaatifcsKU5i^ u^Kr u>r«:ffiv^ m#v*?\s 

(iii) ^>f^Jif>f^-J/g>&*fiJt6ttli}Ii 

(iv) ^>f 4f>f ^-S/a>jg*S:Jt?«f , rs»«fXj|i 

[0103] 

sKU 51 * FT l/>f H F CD2,300dp n ^-^ICJbfcSffi^tfKBSNP 

(— ^S#§5[) #HM£3*lT^<5 [Science, 280, 1077-82 (1998)] „ ^SNPtf) 
H)t:#t£> & <fct>*Science, 278, 680-686 (1997), Proc. Natl. Acad. Sci. USA 
, 96, 12833-38 (1999), Science, 284, 1520-23 (1999)3£lCfB*B©#fcfelCi!* C 
, ±fB (1) T'#I$ nfe d< U 5? ^ b t f K 7 U-f i ^ 3 'J ^ r 'J AM 
JCMfSlK^a*©^^ (DNA, RNA) %m\,\ #4-&-zsnym 

[0104] 

3'n;^f'J SfeOSSfc^ (DNA, RNA) (DMmt^ 
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y*A^"T-U^A- ^ ^A»mRN AtOBt^lCBBUTtt, Bormannf, 

(Mol. Microbiol., 6, 317-326 (1992)] %M 3 £ ^tt §o 
[0 10 5] 

jl^T, itettSmRN A(C^0A, *3fi*j0> U #V - A R N A ( r R N A) 
[0 10 6] 

1L&ft&m*tt*>mz1£&Z^&Z.Z.K.Jzi)&mit-t&%m [Nature Biote 
chnology, 16, 45-48 (1998)3 , «4«J:yifflbfeRNAS»S, 
7-fT-l:^7^v-lCbfe^SJS^t\ m^^, «itfCy3, Cy 
5&|g^Stfed UTP (Amersham Pharmacia Biotech*±§g) & c DNAlCflfc »J j& 
£i±£3hlC J: USfR-fb-r CProc. Natl. Acad. Sci. USA, 96, 12833-38 

(1999)] ^Siiwsrfctf-ets. 

[0 10 7] 

7>^A^7>fV-©^<J (CORF© 3 ' i^(DffiMIB#IS¥ & ^9 -fV-lC^JE 
■t£r£lf\ «8»©4^^ttS:J: yififftSdil^BrtBTfeS [J. Bacteriol., 181 
, 6425-40 (1999) ) „ 

&MM*fH±ja^®#i£^ff3£fc#^£S [Nature Biotechnology, 14, 1675-8 
0 (1996)^0 . 

[0 10 8] 
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/wyy #vi?—>3 y<D&m\±. myti/>f±fr. mmm. u- 

■tf-RrngMffiLm. CCMj^r/, IfrMmOJ *-i?y!T3km (MxtfAmersham Ph 
armacia Biotechfrfg, STORM) mz^iJ^Uit^ I«IMf- # fc^Mtt^S 

r £ jc j: u wfe-tz z. t Z>, 

[0109] 

m<b%Wfc±<D#V * ? FT lZ^\,\T<DMffi ' feMlZte, GMS418 A 

rray Scanner (^*@^*±|g) m<D WM(DmU £M V^ & Zl £ & 

ene ; ^±"7>f ;i/A££5g. Array Gauge ; Amersham Pharmacia Biotech^±$^, Ima 
geQuant^) &^Mt^>r t^t§5„ 
[0 110] 

[0111] 
[0 112] 

Stfcjfctt, -hfH (a) <Z)|U^ • MffiJjm^&^T. 3UWf'J ?A«fcM 
7 . ik>f J A %|£Ig£l £ J: ORFfi?* £ 35& b n > £ a - * - T? ^ »; rTIB 
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, CD-ROM, CD-R, CD-RW, DVD-ROM, DVD-RAM, DVD-RW^^^fB'H^fts, RAM-^RO 
M#(Z>m^caB««#, fecbt^rti^cD^^^U -CD/W :/y y K (MAkEMO^tf) 

[0113] 

7 7>fM«il^. rtl&ffi^JfiS?8lCT^"fe^-rSfc«)<Z)y7 h7xT 
[0114] 

mmmzmm-tzmmtLTte. ±ih2. tuisnfeay zap-tv 7M 

[0 115] 

#-??&3 0 =R#lftfC&, IB^J#-9-l~3486tC^StlSJftSBB^Jfi!f*, 3487—6969 
KBZfr£T$ </ BftBB#Ffi!f#, ^l~180{C^$ti-5'*fg^$:fH^Lfe3>tfrL- 

[0 116] 

V7b7i7m ;J3«fctf^-*iHtt#«J:y#/*;*ftfcfc(B&vO. 
[0 117] 
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m -3 < i/ x 7- a -« ?t $ n & - 1 £ £ « ^ ti _h a) •? u 7 ^ a & & m -r £ ^ m 5: 

[0 118] 

ORF, EMFfI^c©|^^(Dfe«b©y 7 h ^x7i: LTil GeneMark [Nuc. A 
cids Res., 22, 4756-67 (1994)] , GeneHacker {M&'SMW.W-M, 42, 3001-07 

(1997)] , Glimmer [The Institute of Genomic Research; Nuc. Acids Res., 
26, 544-548 (1998)] %r&^\'fZ> Z. £. t^V^^> B jIS. Zft V V Y x 7 
^fe^Wiat, ^y*JVh (MfflWife) <D?-\*y%-% SrfflV^^, ^(CJ^CT 

[0119] 

«0>HJ£ (*BISPf£^S?f) ©tft^V7h«?xr^btH FASTA [Proc. Natl. A 
cad. Sci. USA, 85, 2444-48 (1988)] , BLAST [J. Mol.Biol. 215, 403-410 (1 
990) ] , Smith-Waterman [Methods in Enzymology, 164, 765 (1988)] , Gene 
tyxMac (Software Developmental^) „ GCG/\° >y<>r — V (Genetics Computer Gro 
upftSSO , GenCore (Com P ugen^±ig)^&P^.-5 Z. HtfT*£Z> a Z.ft^VV 
h^xTfcfflV^^ifllRCte, Jib (MSS^) CD * - # #\ 

[0 12 0] 

T-$mm^&.£&. *ftm<Dtmmmctmt*ftf=.mm&&z$m&}miL m 
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( i i ) a ± 2 ti £ • ft m. & i a « -r * * © - # ia m # a, 
it ^ ^ - 7 fit $ £ - i$c * ttSficr s ftSffiflitim & * fe «»*f tsv7h 

[0121] 

A ( Corynebacterium ) MfCMt" 6 ORF, EMF^U *&IB#k 

[0 12 2] 

[0123] 
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[0124] 

^ 4x e> <z>dna$t# ftftm^ ? * - © y n ^ - 9 - (Drmz-M A-t & z. t 
mmix.^ * * - ? * - tci^ u fcmummizmA-t s . 

[0125] 
[0 12 6] 
[0 12 7] 

M^^^-^lttt, flf*.tf, n'J^/^f'JfA'^^^i'i ( Coryne 
bacterium glutamicum ) T^SgnTfg^^^ # -7^7. X K"e&£pCGl (#WBB57 
-134500) , pCG2 (#^BH58-35197) , pCG4 (43OT57-183799) , pCGll 
HH57-134500) , pCG116, PCE54, pCBlOl ( V^*l&#|i!Bg58-105999) , pCE51, 
PCE52, pCE53 O^tlt; Molecular and General Genetics 196:175-178 (19 
84) ] , pET3, pETll (a±Stratagene*±§g) , pBAD, pThioHis % pTrcHis (J^_h 
, Invitrogen^tl^) , pKK223-3, PGEX2T (&LL, Amersham Pharmacia Biotech£fc 
M) pBTr P 2, pBTacl, pBTac2 (V^tlt)^- U >#-V>/\>f A*±§gJ: U 

TfJflR) , PSE280 (InvitrogenfrSg) , pGEMEX-1 (Promega*±$g) , pQE-8 (QIAGEN 
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*±f*0 , pKYPIO (#WBg58-110600) , pKYP200 [Agric. Biol. Chem. , 48, 669 
(1984)] , pLSAl [Agric. Biol. Chem., 53, 277 (1989)3 , pGELl [Proc. Natl 
. Acad. Sci. USA, 82, 4306 (1985)] , pBluescript II SK(-) (Stratageneft: 
JSO , pTrs30 [ Escherichia coli JM109/pTrS30 (FERM BP-5407) iUMlg] , 
pTrs32 [Escherichia coli JM109/pTrS32 (FERM BP-5408) £VmW . pGHA2 [ 
Escherichia coli IGHA2 (FERM B-400) <fc»jSJ5SU #|SBH60-221091] , pGKA2 [ 
Escherichia coli IGKA2 (FERM BP-6798) «fc U MM. #^B§60-221091] , pTerm 
2 (US4686191, US4939094. US5160735) , pSupex, pUBllO, pTP5, pC194, pEG40 
0 [J. Bacteriol., 172, 2392 (1990)] % pGEX (Pharmacia*±|g) , pETi/^5^A 
(NovagenttJS() 

[0 12 8] 

«fc^. MZ.lt* trp^n^E-^- (P trp ) , lac^rj^-*-, PL^n^E-^-, 
p R ^n^-#-, TT7n s E'-#-&<D. 7 r-SMSftcfiJfe-r&^n^-- 

^-WSIt^t^S. ££P trp $: 2nW.Wti J &fc7u : £-$- (P trp X2 
) , tac^n^-*-, 2acT7^n=E-^-, let I^D^-^ -© <fc O tCA^lft 

[0 12 9] 

Vtfy-J*1£<5mm"e&&i/*4>-#>]'ifS (Shine-Dalgarno) MmUffiftl 
n \?y £<Dm*mmte&M (Mx.tf6~l8i&«) izmmhfezf^xs. K£Mv^ 

[0130] 

'J^M, n'j*;^f'JfAI, ^n/^f'JfAI. i/a-Kmi^ 
{CM"f-<5$t£#J, Escherichia coli XLl-Blue, Escherichia coli XL2- 

Blue, Escherichia coli DH1, Escherichia coli MC1000, Escherichia col i KY 
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3276, Escherichia col i W1485, Escherichia coli JM109, Escherichia col i H 
B101, Escherichia col i No. 49, Escherichia col i W3110, Escherichia col i N 
Y49, Escherichia col i GI698, Escherichia col i TBI, Serratia f icaria , Ser 
ratia f onticola , Serratia 1 iguef aciens , Serratia marcescens , Baci 1 lus su 
bti 1 is , Baci 1 lus amylol iguef acines , Brevi bacterium ammoniagenes , Breviba 
cter ium immar iophi lum ATCC14068, Brevibacter ium saccharolyticum ATCC1406 
6 , Corynebacterium glutamicum ATCC13032, Corynebacterium glutamicum ATC 
C13869, Corynebacterium glutamicum ATCC14067 (IB MS Brevibacterium f lavu 
m) , Corynebacterium glutamicum ATCC13869 ( [BJpjfll Brevi bacterium lactof e 
r men turn ) , Corynebacterium acetoacidophi lum ATCC 13870, Microbacter ium am 
moniaphi lum ATCC15354, Pseudomonas put i da , Pseudomonas sp. D-0110^$:# 

[0131] 

H'j^A^f'J'i'A • VJV # ^ 9 A ( Corynebacterium glutamicum ) £ f- 

ofeEMF 1tftMnmtem&^Z&mir&>&mi$1ibZ> a MZ-lZ. Patek£>, Microbi 
ology 142:1297-1309 (1996) tC^^M^zr^ tlT V 1 * £ 0 
[0 13 2] 

taz^-rti&m^zzttfxg, whiz, jjjvisy a-t #->£mv^#& cproc 

. Natl. Acad. Sci. USA, 69, 2110 (1972)] , -?U b^^Xbte (#HSBg63-24 
8394) , ££ttGene, 17, 107 (1982)^ L < ^Molecular & General Genetics, 
168 , 111 (1979)fCga«tf)#&^£#Hf Z> Z. £ tfT* £ Z> a 
[0 13 3] 

mn^m^mmtLxm^^m^izit, nm^t^-t^x. i^si pyes2 
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(InvitrogenfrSg) , YEP 13 (ATCC37115) , YEp24 (ATCC37051) , YCp50 (ATCC3 
7419) , pHS19, pHS15^£#tf£3 t.tfX££ a 

, PHO 5 zfU^-*-, PGK^D^-^-, GAPyn^-^-, ADH^ 
n^E-*-, gal lT/n^E-*-, gal lO^n^E-*-, fcl- h 3 y ^Jtf U ^ 
^ K^n^E-*-, MFal T/n^E-*-, CUP l^D ^E - # £ 3 £ 

[0 13 4] 

?g±^JSSil Utit Saccharomyces M> Schizosaccharomyces M> Kluyveromyce 
sJH. Trichosporon M. Schwann i omyces Jjj> Pichia jjj> Cand i da M^ tC M £ £ 
Saccharomyces cerevisiae „ Sch i zosacchar omyces pombe, Kluyver 
omyces lactis % Tr ichosporon pul lulans , Schwann i omyces a 1 1 uv i us % Candida 

[0 13 5] 

mmx.^^ ^-(DmA^mthxit. BmzmkzmAt&ijmx&tim^? 

tlfcJBv^ifctfT?^ Mx.lt. il^? hnjtfb-S/a [Methods Enzymol. 
, 194, 182 (1990)] , X7xD^7^hi CProc. Natl. Acad. Sci. USA, 75, 
1929 (1978)] , W%&V^V2±'& [J. Bacteriology, 153, 163 (1983)] , Proc 
. Natl. Acad. Sci. USA, 75, 1929 (1978)f3^<D;fr?£^£^tf<5 Z. £tfT*g Z> 

o • 

[0 13 6] 

mmmmzmiLtLxm^^miniz^ mm^v &-tisX. M^ii pcdna3 

.1, pSinRep5, pCEP4 (Invitrogen£t$g) , pRev-Tre (Clontechfcfcgg) , pAxCAwt 
i^mmtm) , PCDNAI, PCDM8 (7t3^fil) , PAGE107 C#H¥3-22979, C 

ytotechnology, 3, 133 (1990)] , pAS3-3 (#H§5p2-227075) , pCDM8 [Nature, 
329 , 840 (1987)] , pcDNAI/Amp (Invitrogenftlg) , pREP4 (Invitrogenftjg 

) , PAGE103 [J. Biochem., 101, 1307 (1987)] , pAGE210^ Z. £ tfX 
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[0 13 7] 

t.tfi'Vg. WZ.lt. b ttfUVJ JIX (CMV) (D IE (immediate early) MB 

^ Jgv>T*> J: ^„ 

[0 13 8] 

tb<Dm%&T*$>Z>J-?JlA (Namalwa) ffljjja, i^l/^ijM 
T'&SCOSm, ?-W--.X ' AAX^-©lKfe5CH0li, HBT5637 (# 
^Bg63-299) ^feagWai S. 

Cytotechnology, 3, 133 (1990)] , U (#1^2-227075) , 

U^^oi^i/a^^ [Proc. Natl. Acad. Sci. USA, 84, 7413 (1987)] , Virol 
ogy, 52, 456 (1973)^? £ Zl £ £ 
[0 13 9] 

MiMfl&£?g±£: LTfflv^ uy b • • 

> • ^l/^pa^ - • 7^ -f — , Baculovirus Expression Vectors, A Labora 

tory Manual, W. H. Freeman and Company, New York (1992), Bio/Technology, 
6, 47 (1988)^lCfB«3*l£#&&Cj:oT, stfU K^ag^S d 

[0 14 0] 

»#&K:fcV*TMV^ftS3ft4g^»A'<# ttlt pBlueBac4. 

5, PVL1392, PVL1393, pBlueBacIII ( h *> JC Invi torogenfrgg) l££#tf&z:t 



4 1 
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[0141] 

7? h ^777 • * U -7^;i/— ij • 5? # 1/7 — • jtf'J A • ;i/*(Aut 

ographa californica nuclear polyhedrosis virus^^r^JV^ Z. ilftV £ %>„ 
[0 14 2] 

LTtt, Spodoptera f rugiperda <Z)ffpjlM3-e3p £ Sf 9, Sf21 [Bacu 
lovirus Expression Vectors, A Laboratory Manual, W. H. Freeman and Compa 
ny, New York (1992)] , Trichoplusia nj_(9#FIMM"??&£High 5 (Invitrogen 

[0 14 3] 

(#l§¥2-227075) , 'J/K7i^i/a>i CProc. Natl. Acad. Sci. USA, 84, 
7413 (1987)] ^&3*tfSifc#-e£So 
[0 14 4] 

fflV^T%J:<, Mx.kf, #U 75V Zv^JlX (CaMV) <£>35S^O^- 
[0 14 5] 

V^*lt>M^£^ MK.lt. rya^f'JfA ( Agrobacterium ) ( 

#H§Bg59-140885, #1^60-70080, W094/00977) , X 1/ 2 b U 1/ - 1/ 3 

(#MBH60-251887) , Ji-rJ 9JHfy CMfc^m) (#1^260 
6856, #fpjg2517813) ^ ^ t. S . 
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[0 14 6] 

^WJWF*tw»EMF© m my x mm $ *i £ # s © y ^ y 

[0 14 7] 

mmmzhxti. mmnwMik^itLmz>3b<»x-&n\%&<. sona-*, 
iu^m^<D^7Kitm. mm. ?u^*ynmv>mmm. mzj-ji. -fun 

[0 14 8] 

^(Dm^mm^m. fc^tfic sx**, ##3:3?*, n->* 

[0149] 
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1 5~4 0°C#£<, i»#B?ISUi, ii# 1 6^~7 0it$i5. P 
H&3. 0-9. 0 SC<&#-f LVn„ pHClitl ii^fe^i 

[0 15 0] 

igm^muLx^k^^ 

[0151] 

Ucy n - * - & M v^lim* # - T*7£««l b £fg 

^ - # - & m t=.MM7L s< v z - xmnmrn l t-m&m ztam-t & n s tc > 

[0 15 2] 

M£tlT V^RPMIie^igifi [The Journal of the American Medical Associatio 
n, 199, 519 (1967)] , EaglecDMEMigifc [Science, 122, 501 (1952)3 , 
yn&^ttmtgm [Virology, 8, 396 (1959)] , 1 9 9 [Proceeding of th 

e Society for the Biological Medicine, 73, 1 (1950)] £ fcltZ. tl 

*m%m.m*$ zmuLt=. mmw zm^z>z.£.tfxgz> 0 

[0153] 

«§lt±, il^P H 6 — 8, 3 0~4 0"C, 5 %C0 2 ^T^©MTt' 1 ~ 
[0154] 

SMIS&iii: bT»e>*ifc^SI£«fl^i&at"r Itli, -fl£fc^ 

JSStlTV^TNM-FHJgMfi (Pharmingen*±§g) , Sf-900 II SFMigift (Life Techno 
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logiesf±§g) , ExCel 1400, ExCell405 (V^tlfcJRH Biosciences*±$g) , Grace 
's Insect Medium (Nature, 195, 788 (1962)3 ^£18 Z. h j$T* £ Z>„ 
[0 15 5] 

mma. If PH6-7, 2 5~3 0°Cm(D^TXu. 1-5 BlSWf^. 
[0 15 6] 

mm*. If PH5-9, 2 0-4 0TC©^ffTT'3~6 0 H Hff 3 „ 

o 

[0 15 7] 
[0 15 8] 
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, iK-;i/y>f)©M CJ. Biol. Chem., 264, 17619 (1989)] , ntf*>©#£fe 
[Proc. Natl. Acad. Sci. USA, 86, 8227 (1989), Genes Develop., 4, 1288 ( 
1990)] , *fctt#ga^5-336963, W094/23021^iCfE«tf>#&£iP/St-£ d t. JC 

[0159] 

jte^^ & m v ^ sus^ m& & $ m l t & _t# $ -& * r t % v% & . 

[0 16 0] 

[0161] 
[0 16 2] 

(Djj'& [American journal of Clinical Nutrition, 63, 639S (1996), America 
n Journal of Clinical Nutrition, 63, 627S (1996), Bio/Technology, 9, 830 

(i99i)] izmcrmfc*zmA^TmmLr=.Mmrpic.*mB(DtfV'<-?^ k& 
z> ism z m if z> z. t g & . 

[0163] 
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<D*)l? (#H§Bg63-309192) , £#Mf Z> ZL t. #T? £ S = £ <Z> BR »C Jg V * *l 

n > :/ n ^ - # -^2>W*iJcM v^ £ 4x£ . 

[0164] 

GfiBiK&£. 20 (1994), jfiBiNPg£, 21 (1995), Trends in Biotechnology, 

15, 45 (1997)] Kmc x mm «jtfy K&Kte^tc^flc, wmz-& 

[0 1 6 5] 

*mw<Dmwmmmz£ vmmzn&tfv*?* ^^mmmmt^r^sb^t. 
mm. ep*>, mm&mm. m&mz&z&mm* nmm. mmmmzz&mmm 

. i/'lfjl/rUXfJl/ (DEAE) -t77D-^, DIAION HPA-75 (H^ffcfifcfr 
98) *©b^>S:MV\fe|^>r D7 W^?* -SB, S-Sepharose FF ( 

Pharmaciafrig) «<Z} U &y V^ fc»>f # n V b 9*? 1 A ^ 
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[0 16 6] 

S^tCct'J, S#y*^K&iE#fc5£#«5ilc;g;r. SiBtf 5 ©^ -tlBfcH 
[0167] 

^^©JKU^^ F, fcSWigKjKy Kfctt$B0>#in3tlfcstfy 

^ ^m<Dmm^mmm^m^tir=.m^zit. mm±mizm#v«-7?- f&& 

W^aKD^:/^ K©St##&IBflXr5i BP'S, m^#$J&±fB£ 

^*©3S^«I^©^JCJ: y SifclcJ: y^#_t?1f £Jfc#U »«*±. 

[0 16 8] 

> BB#[#-^3 486 — 6969 CD V^t* tl^tC^S *lS T ^ J WM?\ Sr^-f Z> sK U 
JEfC, ^tf?y KOftS7 5 ./MBtfltCfc^T lJS*_t<Z>7^ 

h n— )1>X - -f y - b^r^L • ^"n £/ — , Nucleic Acids Research, 10 
, 6487 (1982), Proc. Natl. Acad. Sci. USA, 79, 6409(1982), Gene, 34, 315 

(1985), Nucleic Acids Research, 13, 4431 (1985), Proc. Natl. Acad. Sci. 

USA, 82, 488 (1985)#lCfE«©ffift4«tt3££#A&£JB^T, MtSIi: 
mk.\Z* SB#J##3 4 8 6~ 6 9 6 9 (^i^flrfMCasStlS 7 3 J Wt 
mn^M-t^T^')^^ F&n- F-r^DNAicTO#M^M$:#A1--53i:{c 



ffi$E# 2000-3104459 



#2000—280988 



L<\zmnxzz>nm<z>mx&v. i~i$t-f-M> u<«i~2 o<@, 

[0 16 9] 

#J£, BLAST CJ. Mol. Biol., 215, 403 (1990)] ^FASTA [Methods 
in En2ymology, 183, 63-98 (1990)] V7 h ^xTt% ^y^fJVb (#J 

3Kn;v^) , tBoci ( t -^;i/^-^r>>*;i/^^;i/^) ^©-ft^^Sstc j: 

oTt)SIt§Z:i:^t'§5. Advanced ChemTech*±§g, • x;i/ 

V — £fclg, Pharmacia£fc§g, Protein Technology Instrumental^, Synthecell-V 
ega*±§g, PerSeptive^tSS, MMHfeffiSf©*^ K^J&K&flJJB LXik&&}& 

[0 17 0] 

^AJCJ: Uit^i--g>^^^#^^tlTVN^> (W093/19190) 0 *fl§® fif&tf) 

T;i/^->^-a-^it^^-$:=r U *A?-r U «7A • ^ ^-k ( Corynebacter iu 

m glutamicum ) lzmA?Z>£, Tfr*—><Di&W&m&MZ.&Z.£.ifim&tStlX 
^£ (#£^5-23750) „ 
[0171] 
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£3, &mmfrb&w<£.mm'&<®)M<Dnm : b. ^^y^mmmm. mmm. *<d 

[0172] 

>x^x^i/3>, E§tt#SBISC#^&^ ? >r £ ffl va s £ # s h 

• * n-->^2E fc«fctf, SpectorP,, Cells/ a 
laboratory manual, Cold Spring Harbor Laboratory Press, 1998) ] „ fg^^fe 

• ^ # A ( Corynebacterium glut ami cum ) CD^f y ACDORFfC J; y n — 

[0173] 

io. *mm<D#v^7?-}?zM$k-tz>ffifo<Dmm 

[0174] 
(1) tfV ?U--}'Jlffitfi(Dttm 
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[0 17 5] 

mtfLl8t<D&.ttl*mQS 1 EE^feU 5 0~1 0 0 a g##* l,V\, 

K&J9V*S#-£1±, K£*#^;tf^^>y-> (keyhole limp 

et haemocyanin) □ :/U > & E(D*V V 71 & 

[0 17 6] 

r^S:#3R^ggaff^«S (ELI SA^) : E^ffl^fU (197 

6^) , Antibodies-A Laboratory Manual, Cold Spring Harbor Laboratory (1 

988)] m~zmm?2>o 

[0 17 7] 

{Cfc-Sifeftf, j] •? V JlWltfcMi CAntibodies, A Laboratory manual, Cold Spring 
Harbor Laboratory, (1988)] „ ^fc}j:DEAE-t77D - IS-ftf 

a 

[0 17 8] 

(2) ?U-i-)lsffifo(Dftm 



5 1 
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[0 17 9] 

iJfKMEM^i (B7KI^*±§£) rpT-mmL, lf>t^hT'S<?U 1, 
2 0 0 r p mV 5ftmm<bftMLfc%i, ±m*&T2> a 
[0 18 0] 

#f)tlfcSII^©IIJI§$:hn-M7> ; E-')AifI (pH7. 6 5 

8 -Tif ^7->fSv?X (BALB/cS5K) #«jfi»fji&t*P3-X63Ag8-Ul 
(J£AT, P3-Ulill|t) [Curr. Topics. Microbiol. Immunol., 81, 1 (1978 
), Europ. J. Immunol., 6, 511 (1976)3 , SP2/0-Agl4(SP-2) [Nature, 276, 2 
69 (1978)] , P3-X63-Ag8653(653) [J. Immunol., 123, 1548 (1979)] „ P3-X63 
-Ag8(X63) [Nature, 256, 495 (1975)] m ZfS ^ § £ § 5 0 ^*l?> 
<Z>$fflMc&, 8 -Tif ^T->^^ (RPM I — 1 6 4 0 i&JfilCSOl/* ^ > ( 1 
. 5mmol/l) , 2-^;VA^hX^;-;i/ (5X1 0" 5 nol/l) , ^^>^V>f 
i/> (10;ig/ml) fei^MM (FCS) (CSLttE 10%) & 
*t!;*.fc*Sifi (JS*T, IEf&i&*fii:vO) JC $ "bic 8 -Tif ^T-> (15ms/ 
ml) &fln*.fcJBMfi) T'^i-^^> fflmM&<D 3 ~ 4 B !& ICIEST *fi"C#il 1/ 
, »^lcttgt*Hfl&£ 2 x l 0 7 MJ^±^va§ 0 
[0181] 

(c)/W:/y K- "70^58 

(a) T*Ifcf# L fe^M^jfflJBa £. (b) "«# L f:fSlilI?:ME Migifc * » P 

bs (y >gft--*-h y ? 2* i. 83g, 'j>»-*y)Ao. 2 1 g, *iS7. 

6 5g, m®*lVvh^ pH7. 2) T*£<Sfc#U ifflffiffctf, SE^^JRB 
ffi : #MMIW^= 5~ 1 0 : 1 IC&S J:3«-£U 1, 2 0 0 rpmt5^a 
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[0 18 2] 

ftbtifcmmm&<Dmj&m*&<iai<is* mmmm^ «#Lfc#e>, 3 7°c 

t\ 10 8 I#14IKfetJ, sK'Jlf U>y5-f3-^- 1 0 0 0 (PEG 
-1000) 2 g, MEM 2ml & <£ ^;b>Wl/*3f */ F (DM SO) 0 

. 7mUl^lfe»?iK%0. 2~1 m'l^fitlU S 5> tC 1 ~ 2 ^Rf#tCM EM 

««i~2mi ^mmWiM-t & . 

[0 18 3] 

«&fln«, MEM^S:itI^.T^**<5 0mlJC«i*J:^tcai9SJ-rs„ SHS$S?£ 
$:9 0 0 r P mT5^M^m ±?f£^T3 0 #*>nfcft|gW#tf>if«*: 

TJgifi iJE1£1gmZ}ztf3c-9-y?-> ( 1 0" 4 mol/l) , (1. 5X10" 

5 mol/l) fe<fct5r^ y^-r-U > (4 X 1 0~ 7 mol/1) fcfltJ;*. fefgifi] 10 0ml 

[01 84] 

mmmm^Q e^mmm^iy- mc 1 o o ^ i/7tfo^u 5%co 2 ^ 

8P&£ >J r^tf^-f W X [Antibodies, A Laboratory 
manual, Cold Spring Harbor Laboratory, Chapter 14 (1988)] ^{CM 7 ^ tl 

T^S^t&M^&SCi y, *»w©jj*y KcDgp^m^-^y Ktc 

[0 18 5] 

^mki^^ipj!^ y K©su^WT>i3i<y K&ai^ 
^#smj5C& * vMiTOM^^ t *m l fern ^ y h * v 
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[0 18 6] 

Zn-TJiffifoZmSitZ^J-fV F-v»£ ITMtS. 

[0 18 7] 

(d)^ y *n-^;i/mi$tf)iM 

^'J^*>ftl [2, 6, 10, 14-ft^7^f;K>^rA> (Pris 
tane) 0. 5mUIM#U 2 I^Mf tS] L^8~l 0M^0)T 

;Wftflsjg£/W:/y F-vM5~2 ox l 0%fl&/H£ffiJ©l*Ifc&fJir£o 

10-21 HWT^N-r^u K-^ttK^Mfrft-rs. 

[0 18 8] 

S^7K^ftL£^*7b^JK*£iMU 3, 0 0 0 r p mf 5 ftmmfoftM 
[0 1 8 9] 

, n-U -&&3VH£2 8 0 nmtClMi: »J»ffit5. 
[0 19 0] 

ffi#&M^fcii?if<Z>7y1z>f, BP "5, 7*;t>f (RI 

a) , m&mig&Tvm. ft&Mmtt.¥m&m (abcs, csa^^) , 

[An Introduction to Radioimmunoassay and Related Techniques, X^Iz-fetfT 
• ffiJtSft: (1986) , Techniques in Immunocytochemistry , T^-ir^ 
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v9 ' ^b^^ 1 #(1982), (1983) ,H3#(1985), Practice and Theory 

of Enzyme Immunoassays, i^-fetfT • "t^ X > 7. fflJKfcfc (1985), 

(ELI S A&) : ^•Stftf (19.7 6^) , Antibodies-A Laboratory 
Manual, Cold Spring Harbor Laboratory (1988), U — ytfLfaM&l^ — ^ 7 
(»»ttt>fX>rY7-f*^) (1987) , iM^illS, ^S^ftS* 
(MMfc^mA) (1986) ] „ 
[0191] 

) , &ytmm (FITCitttn-^>^H) , MM^fc^V^^fiS:^ 
W f 5Zl£:#T?gS (J. Histochem. Cytochem. , 18, 315 (1970), , Meth. Enzym. 
,62, 308 (1979), Immunol., 109, 129 (1972), J. Immunol. Meth., 13, 215 
(1979)) 0 

[0 19 2] 

fet-tS*««©jKU K©383L St$fiJ5i<Z>3a», StJjfU^^ K<Z>«5tI£ft 

[0193] 

11. sKU*:/* FT Wtf>f^£<J:tf*rj;§ 

(i) 7Ky<^Kri/>f<of^sa 

[0194] 
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[0 19 5] 

Handbook of Experimental Immunology 4 th edition Blackw 
ell Scientific Publications chapterlO (1986), Meth. Enzym. , 34^ (1974), 
Advances in Experimental Medicine and Biology, 42 (1974), US4,681,870, U 
S4, 282, 287, US4,762,881, ^CfBlgtf)#?£lClp C T, mft&ftftmK^WM't 

[0 19 6] 

(2) jku^^ ft u^cDmm 

±13 (1) T*#§g£;ft£^y £fflv\ n'JIAi'f'J 1 ) A M&C 

[0 19 7] 

IB (i) ~ (iv) ©Xg&||J6^-SifctCJ:*J, Sit^<Z)|gJg* &«?«f t*S 3 

(i) _hfS (1) ©^T?sJf 'J K7 l/>f SffStSXl 

(ii) (i) flDXS^«34xfcjKU^^KTU>f Srfflvv KsKU^^KT 
l/-Y_htc@^ft$tife*5§B^©m^i:=iU *A?^y 9A«tcM-rsa^i&ffi3R 

(iii) T U-f ±{cH^ft3*ifeStfrfc*g^L/fcJi<U^^ K&«g«bfc*»W 
(B&tt&Mv^lfcifi't.S&mxg 

(iv) Rttffi^&jS^f-rsiSfflfXS 
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[0 19 8] 

^Dft- A(proteome) £ J£, gBIC (ptorein) £<?f y A (genome) 
MT% a^©»3KS:3Ky^^KCDl/'<;i/-cail^**iST?&S. Sift, tf'J^ 

o 

[0 19 9] 

$£^i:&#it/N 0 #->£|^£i±£3£#T*££o [J IS K 3600 2474] 

#38 W © S £ fljfl! -T £ 3 £ # "e £ £ „ 
[0 2 0 0] 

n u *A^y ^ j^m\zm^^m,^m^^nmk^moy^mm^t\^Mn 

[0 2 0 1] 

[«M] 



ffi$E# 2000-3104459 



#2000—280988 



HJfeM 1 ^iJ^A^f'J^A • tfJV % ^ 9 A ( Corynebacterium glutamicum 
) ^MC^filUW 

n'J^/^f'J "7 A • ^Ol/ # ^ # ( Corynebacterium glutamicum ) >f J 1*0) 
^^SSB^J&Jttt^V Ai/3 y h#>& (FleischmannP,, Science 269:496-5 
12 (1995)) >7V A5>f^5'J-«:Mb, ^<£> 

[0 2 0 2] 

(1) zrU^A^-r-lWA- # ^ # A ( Corynebacterium glutamicum ) AT 
CC13032$c>f J ADNA(Z>I®$g 

□ 'J^^t^f 'J^A • 401/ # ^ # ( Corynebacterium glutamicum ) ATCC1303 
2f*&lXyy */>&^t?BYi&ifi («x^^7g/U ^h>10g/L , Sft t h U 
A3g/L , gl#x^r^5g/U pH 7.2) 50mlT'30°C (CtM^t U S&iMNilCJ: 
i ;ffift&EURL£ 0 STEA v~7 T — (10.3% sucrose, 25 mmole/L Trisi&^f&, 2 
5 ■mole/LX^l/>j;r^ >EHM(J^T, EDTAil B&fB), pH 8.0) 7?^*^ 

10 mg/ml©U V^-A &"£tfSTE/1y 7 T -10 ■ UCffliiBU 37°CeiB£ 
BBi8K>frlCfifc3 Lfc. 10% SDS&2 mlg&fl&LT 65°C -ei0#P^# L 

^ffi^TfTfrSPl/fc. 10 ml cDTr i sffiffl 7 x ^MT*30#PeB 

Wt^mzmtoht^ m^m U5,ooox g , 20^ is, 2o°o zn^r=. 0 *js 

E) Srffofcffc, *Jf»Cl/10fiCD3 mole/LTO^- h U tfAStfR (pH 5.2) , 2^ 

>f J ADNA&0.02 mg/ml<Z)RNase£-g-;frTEA y 7 r ~ (10 mmole/L Trisj&^i&, 1 
mmole/L EDTA, pH8.0) 3 Ml£$8j|?U' 371C fcT45#|8P0j*# Lfcfft, _h|BfcRf« 

. -f V^n/NV -^tfcR&f?^ £££>7V ADNAM£70%X# y -;i,T*3|II*ft 
i^Lfc^, 1.25 ml©TEA^7T-lC^LT, 4V ADNA$g?S (»&0. 

1 mg/ml) *nt=. a 
[0 2 0 3] 
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(2) $/3 y h#>9>f :/9y-<8ftMR 

M9Sk Ifcn'J ^;t^fD ^ A • tf)l % ^ 9 A ( Corynebacterium glut ami cum ) 
ATCC13032^^V ADNA 0.01 mg^ £^0.4 mUc&£ J: O KITE Ay 7 7 - 
„ y-^T— # — (yamato powersonic model 50) 7», ffi^20"e^^5#ra^tg| l> 

, i~io kbcowf^rtc^Wrbfe. dna:79>^ h (SMitfcrJg) zm^T 

•Jdll/fe. l~2kbtf)yy A^fc^^^y ffiU 0.3 nlCDMG^Jf}A^7 7 
- (0. 5 mole/Lg^^T^^e — ^A, 10 mmole/Lgf^V ? A, 1 mmole/L E 

dta, o. 1% sds) zjmpl. 37°cT*m&M£ohxMk$:mmLr=.o mmmm^y 

hSfffe, T4U#-1? (SSJitfcJSD&MV^, >f h^*ilpUC18 Smal/BA 

P (Amersham Pharmacia Biotechf±$g) 500 ngi: %16°CX*. 40B#Wv-f >?f - 2/ 3 

[0 2 0 4] 

9>f y-$/3>jRjS®&x#y-;WfcJRU 0.01 mlCDTEAy 7T-tC|§#U 
fee MS ELECTRO MAX DH10B (Life Technologies^^) 0.04 mUc*fLT0.001 

S/a >IC J: iJlALf:. rn&r> tTS/ U >0.1 Bg/al, X-gal 0.1 mg/mU >fy 
fcf/1/- 0 -D-^-^-^f^^ 7 2/ F (IPTG) 1 mmole/Lfc^frLB^^Jg 

% (3*3c«:1.6%-£tfLBJgMfi [A* h h y ^ h >10g/L, ifi^^5g/L, ife-fb^ 
h'J^A10g/L, pH7. O] ) iC^fiU 37°C^^L^o 
[0 2 0 5] 

0.1 mg/ml£-g-taBigifc0.05 ml £-g5#tJ b £967? # >f # - -f U - h <£T*, 37°C^^ 

[0 2 0 6] 

(3) K7-f^7'J-©M 

n'J^A'i'f'J^A • y ;i/ # ^ # A (Corynebacterium glutamicum) ATCC1303 
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2#c4V ADNA*&0.1 ngfeSan3AI(Si@%ftgg)T?ffi#fl§ft:U 10% &&m0% sucr 
oseA-y7 7- (1 mole/L NaCl, 20 mmole/L Trisi^^fg, 5 mmole/L EDTA, 10% 
Xl$40% sucrose, P H8.0) SrMv^Tf^5aL/fclO-40X*/aMS4sJBBS:MV^T, 
jSS^^KI (26,000r P m, 181513, 20t:) Srffofc. a^JKffclnl-f 
{C^IfcU r^n-X^«»*»-e#®^©DNAWf>iSS:?«ISLfe«, 40kbtf)D 
NA#T# £^ < ^ tf Iff# & x * 7 - 1/ o 
[0 2 0 7] 

i©DNAWf>t &superCosl(Stratagene*fc5g)©BamHiaiJfitC, l^#JQH#JC 
^V^&gLfco Gigapack III Gold Packaging Extract (Stratagen 

efcfjg) fcfflVNT, «mifc#Jl!I#lC&V\ ^M^XLl-BlueMR (Stratagenefcfcjg 

7°CT*^^#b, nnn-§:#|tbfeo #?)tlfe3n^-H 96ft#-f#-:/ 
h T? 7 > ^ ^ U >0.1 Bg/ml&-£frLBf&ifi#tf x;i/0.05 mlT'37°C^^#g^ 
20%?*y ir ^taBigi&S: 0.05 ■ lflD*., mWLT ? V 1ZU - )l 

[0 2 0 8] 
(4) &SSB#l©&Ji 
(4-1) 

n'J^A^fU^A • ^ ? A ( Corynebacterium glutamicum ) ATCC1303 

2m? J 2><B£J&2SSB#JS:£dV AS/ a y h #>i££S#lc It^S L£ = 
&-efflv^£&M«±f3 (2) T?i8580fc9-f ^U-«fc»JPCR1£S:fflv^TM«U 

[0 2 0 9] 

AftWCtt, r>tTS/U>0.1 mg/ml£^tfLBigi&£'?x;V&£U0.08 ml-To 

^Srl/^U^T-^- (GENETIX*±|g) T?«»U 37°CT^#M*5:^o fe D 
[0 2 10] 

TaKaRa Ex Taq (StSigftlD fcffl V^PCRMMM £0.025 ml-f 
0#&L£967tU 7^ i/g y?\s- h (PE Biosystems*±$g) IC, =3H°-^b- 
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h (h v >TyttM) &/SV>T#l/, GeneAmp PCR System 9700 (PE Biosystemsft; 
|g)&MV\ (ftmbvyu b ZJ-JV [MakinoP^ DNA Research 5, 1-9 (1998)] 

[0211] 

PCRjg&WSSJB 3r v b (Amersham Pharmacia Biotech*±§<0 iZ&Vi&ffl-?^^ 
[0 2 12] 

r>tf;>U>0.05 mg/ml$:^-fr2xYTigi& (A* h MJ :7 h >16g/L, SPS:n3r 
*10g/U Jfi-fb^" h U ?A5g/U pH7.0) &1.5 ml-To^vi L fe247X^ fe«96^^ 

[0213] 

»^«?RJ:*;, KSS&f3f3«KURABO PI-50 (#i(MI*t±^) £fc&V 

U - >(Millipore*t»)S:fflV^ *ft*&i»*fct» L < ttMillipore|t©^ , n 

U ->&MV*T*§£*lfc2:fcfcDNA:7^;*3 K©#ISSlCtt, 

>:o-;i/#-*±tf)A-f y ?2000^£M v^„ 
[0214] 

(4-2) S/->r>xMS 
ABI PRISM BigDye Terminator Cycle Sequencing Ready Reaction Kit (PE Bi 
osystemsfljg) mm fiUzML. M13J)K#[6j (M13-21) ^5 A ^-X&M13*£#[pJ 
(M13REV) >f^>f "7- [Makinoib, DNA Research 5, 1-9 (1998)] , J3«fctf_hSa 
(4-1) T'MS^Lfe^§? (PCRjg^Xli^T^ K) SriftiflO 

Lfc 0 T-J3J:tf»S!cDfitt#*1.6 pmole^j:t>*50~200 ng 
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[0 2 15] 

ffc/fc/SSfc&JBV^ GeneAmp PCR System 9700 (PE Biosystemsfl:^) T?45-9->f V JV 
<D#<< >ryx£.f&&fT^tc. VfrA^y* -#-&ABI PR 

ISM BigDye Terminator Cycle Sequencing Ready Reaction Kit{C#jpi"t"'£> V — 
aT^WCfofe. -9->y;KZ)^^l±MultiScreen HV plate (Mi 1 1 ipore*±§g) £ 
J0V^ Milliporeft©^- 3.7 MCtfcoTfTofe. ¥t§g£ 4xfe,EJ&*&l±X # y - 

[0 2 16] 

ABI PRISM 377 DNA Sequencer fc^tfABI PRISM 3700 DNA Analyser (V^tl 
fcPE Biosystems*±§g) £ffiV\ VI a TJlKft \\ KSgfllMJSft &^«f 

377 DNA Sequencer*ef&&ft&i&42000ffi#!i:3700 DNA Analyser"ef# £*17c$J8 
OOO^/SCD-^fff^SOOOOffi^JCD-T 5 -*^ if-A- (7^7 7-9--A-4100 ; COM 

PAQfcfcig) ^\tK^b^#L^o ^isoooosg^^T-'-^ii, 

[0 2 17] 

(5) rt>yy 

^T<Z)^Hl±Unix>T9v r»7*-.MCi£:3£fTV\ jS?*T*S*0>ffi:fcW:Xtf -f > 

&phred (The University of Washington) -£\ ^ # # — U#JCD|&£ &SPS Cross 
#Match (Southwest Parallel Sof tware£fc§g) Tf£fV\ 7t>^'JI: phrap (The 
University of Washington) <DWMfflL'V&> &SPS Phrap (Southwest Parallel S 
oftwareftSg) Hft^fc. Tt>7V <DH$5kmbtl&Z2ymf\*>f?7 4 
^■y 1 ^ consed(The University of Washington) £M VnT#P#T L fc» / < — ^.3 
-;b^^>Ti2>y; £T*<Z>^tf)f£liteconsed&CtfM-f U ^ hphredPhrap 

[0 2 18] 

(6) ^^vy°^om.mmn^ 
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(3) t-iil^n^^ K7^y5'J-^n^$ Fl: (4-1) (CfEtgL 

$s£Ptf>^3SifE£ , J£:ABI PRISM BigDye Terminator Cycle Sequencing Ready React 
ion Kit (PE Biosystems$t3H) & JB^T, #If§-7-a T;WCtEo X&fe L 

□ 

[0 2 19] 

K,^j800^n->©lfA®T^^)M*^©S/-^r>$/>^5:fTVN, -t<Z>S2 
FiH-m-tZ (5) T»»e>4xfcS/a»y h35f>S/-^r>S/>^ffi*n>7 : --f ^cf© 

( Corynebacterium glutamicum ) ATCC 13032$:© 7 -f S?* ^ V >y :/ [B 
athePj, Mol Gen Genet 252:255-265(1996)] Zl J: »J % 

[0 2 2 0] 

> »AWr^©^©*S8<©*©ffi^J0^S3tiTv^«:v^i o o o 
^r-W^as^SrjljA-l-Si/a y h #>^>f ^ U - # n - > % U < tin* ^ K 

%u<i±Ji(@bfePCRWf^rA^e>iHSOfes/a y r*#>*n- 

[0 2 2 1] 



6 3 



m$E# 2000-3104459 



#2000—280988 



@B?fJ5W/S<5D{£V^!$cfCO l^Tti, consed(The University of Washington) <£>A 
UTOFINISH^|gi:NAVIGATING^|g$:?lJMLTy^-rv-$:-a-^L, ^7^7-^7 

n'J^A^fyOA • £Ob # ^ £ A ( Corynebacterium glut ami cum ) ATCC13032 

m?j 2±<D^m.mmwzmFm^ 1 {c^t„ 

[0 2 2 2] 
(7) 0RF©^S^«|B«l^ 

"3*, UNIX^y h 7 *r-A_t:JCTORF|WI^y y h x TGI immer, GeneMark, Gene 
Mark. hmm£ c fc tfGeneHackerfcM V 1 ^, V 7 h x7 JC#M1"£ V^J.T;WCf£ 
ot, 0RF««©^S:fTofe. 
[0 2 2 3] 

ORF0>fRffif£5tte, Hfj£2*lfcORF(DT3 y gfcBB#f&Sinss-Prot, PIR. GeneBan 
kf-3^<-^fi^©gai3- KfIlgcfr£&£f r -#^-*T'&£Genpept^tf) 
y * J # s<-Z.KM It, +SIH'ffi^^V7 h y iTFrameSearch (Compuge 

n*±§g) SMV^feffiHtt^KfrSi^JCfcyfTofe. £©«fce>£l/Tfc}ei/fcORF 
©&3SIB#I3:BB#I##2~3 4 8 5 (C, 3: fc^KORFJCH- KSftST^ J WM 
#J£SB?'J#-i§- 3486 — 6969 &C^-f „ 
[0 2 2 4] 

tefiftetftlB V "7 h ^ x TFrameSearch (Compugenft) IC <fc £ T ^ BftffigRBB^f 
•e©*Braffitft5R©IS*, »0RFBB^Jfc*=b*BRItt««lSv^JpMS4x*ffi^J©J:SB 

-r- # ^- * & # s & j: ^(DmwM^^ * (Di&fc^omm. 
mmzm&znn y $ ; mmmmm n e> &mz & w s ra— kjs j: tfaftatt&m- 

1 ©«LSBB^Ii:©r^>r > h 5: 3? -5 d £ iz «£ UHSlfc. ORFJSJW0>S3£Be 

#J jKv-arn Aans^ps> h^>*y t-rn Ait^, isbb^hso 

iCoVNT*, IMPS* K 4* J A ±©ffififtg £ bfeo ny^/^f'J^A-^H^ 
(Corynebacterium glutamicum ) ATCC13032:$:C7)f^6*J&itfc^©^ J A_h 
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[0 2 2 5] 
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